P. berghei transfection plasmids.
The plasmids used in P. berghei derive from pTGPI-GFP (Meissner et al., 2005) . The transactivator TATi2 was replaced by the different TRADs to generate pTRAD-GPI-GFP, for evaluation of transactivation and regulation by ATc in P. berghei when transfected as episomes. For stable integration of a single copy of TRAD4 into the genome a TetO7-gpiGFP expression cassette from pTGPI-GFP (Meissner et al., 2005) was inserted into plasmid p230p(DCO) , a plasmid analogous to pL0018 which allows irreversible integration into the redundant p230p genomic locus by ends-out recombination (Janse et al., 2006b ). The eef1αa promoter and TRADs1-4, as well as ran-TRAD4, were then inserted to generate p230p-eef1αa-TRAD-hDHFR-TetO7-gpiGFP-p230p. Next, gpiGFP was replaced with the mCherry coding sequence. For the TetRep control, the activation domain of the TRAD2 construct was removed, and a stop codon added to the TetRep sequence. For the construct encoding TRAD4 without TetO7, the seven tet operator sites were removed from the TRAD4 construct, leaving only the minimal promoter upstream of the mCherry coding sequence. For comparison of mCherry expression levels we also analysed a parasite clone in which an mCherry protein of identical sequence is expressed directly under the control of the eef1αa promoter from within the p230p locus (Janse et al., 2006a) .
Conditional KO constructs.
The prf-iKO construct was generated by replacing the GPI-GFP in the pTGPI-GFP by gDNA containing the first 3 of the 4 exons of the prf gene fused with 2 HA tags at the N-terminus. Then the PfMSP2 promoter driving TRAD4 expression was replace by the prf promoter. The TetO7HA-PRF expression cassette was removed from the plasmid and recloned at a different position to generate the final iKO construct p5'prfTRAD4 -hDHFR-TetO7HA 2 PRFΔ.
The nmt-iKO construct was generated by replacing the prf coding sequence in p5'prfTRAD4 -hDHFR-TetO7HA 2 PRFΔ by 650bp of gDNA coding for nmt fused with 2 HA tags at the N-terminus. Then the prf promoter driving TRAD4 expression was replaced by the NMT promoter to generate the final iKO construct p5'nmtTRAD4 -hDHFR-TetO7HA 2 NMTΔ. 
